Bone remodeling is a very complex process. Homocysteine (Hcy) is known to modulate this process via several known mechanisms such as increase in osteoclast activity, decrease in osteoblast activity and direct action of Hcy on bone matrix. Evidence from previous studies further support a detrimental effect on bone via decrease in bone blood flow and an increase in matrix metalloproteinases (MMPs) that degrade extracellular bone matrix. Hcy binds directly to extracellular matrix and reduces bone strength. There are several bone markers that can be used as parameters to determine how high levels of plasma Hcy (hyperhomocysteinemia, HHcy) affect bone such as: hydroxyproline, N-terminal collagen 1 telopeptides. Mitochondrion serves an important role in generating reactive oxygen species (ROS). Mitochondrial abnormalities have been identified during HHcy. The mechanism of Hcy-induced bone remodeling via the mitochondrial pathway is largely unknown. Therefore, we propose a mitochondrial mechanism by which Hcy can contribute to alter bone properties. This may occur both through generations of ROS that activate MMPs and could be extruded into matrix to degrade bone matrix. However, there are contrasting reports on whether Hcy affects bone density, with some reports in favour and others not. Earlier studies also found an alteration in bone biomechanical properties with deficiencies of vitamin B 12 , folate and HHcy conditions. Moreover, existing data opens speculation that folate and vitamin therapy act not only via Hcy-dependent pathways but also via Hcy-independent pathways. However, more studies are needed to clarify the mechanistic role of Hcy during bone diseases.
Introduction
Homocysteine (Hcy) is a molecule in the blood that has been shown to be an independent risk factor for heart disease as well as associated with kidney and brain disease [ 1 -3 ] . Moreover, there are mixed results whether Hcy is an innocent bystander used to predict a state of organ damage or has a direct role in incurring this damage. Because we understand the detrimental effects that Hcy incurs on these systems, we sought to discover what effects Hcy may have on bone. Osteoporosis and injury from fracture has a vast social and economic impact worldwide. Out of 100 women, 40 are likely to have a fracture after the age of 50 years with 17.5% having a hip fracture as estimated by Lips [ 4 ] . The annual cost of osteoporosis in the USA is estimated to be 5 -10 billion USD [ 5 ] . Hcy is proposed to cause a decrease in bone quality via an increase in reactive oxygen species (ROS) and activation of matrix metalloproteinases (MMPs) that can then degrade extracellular bone matrix.
Total Hcy (tHcy) has also been shown to alter blood flow by our laboratory, thereby depriving the bone of vital nutrients needed for bone maintenance and repair, and this probably occurs via the nitric oxide (NO) mechanism [ 6 ] . Herrmann et al. [ 7 ] have also discovered a direct role of the Hcy molecule on extracellular bone matrix, thereby reducing bone quality. Many markers are used as parameters to detect change in bone turnover density, quality, etc. This includes osteocalcin, osteoprotegerin, N-terminal telopeptides and hydroxyproline. These markers have been shown to be modulated with tHcy treatment as well as with vitamins such as folic acid and vitamin B 12 that perform an antioxidant role.
In other diseases, it is known that hyperhomocysteinemia (HHcy) disturbs the mitochondrial membrane permeability transition and leads to activation of MMPs within mitochondria. MMPs then extrude from mitochondria and disturb the pathophysiological state. We have proposed similar mechanisms in the case of bone. These mechanisms involve intracellular and intramitochondrial ROS generation as well as translocation of MMPs. Some interesting results remain to be discovered in such upcoming trials as the B-PROOF (B-Vitamins for the Prevention of Osteoporotic Fractures) study that examines how administering vitamin B 12 and folate will influence fracture risk [ 8 ] .
Homocysteine and bone turnover, bone quality, collagen crosslinks
The process of bone remodeling occurs throughout life via cells such as osteoblasts (OBs) and osteoclasts (OCs), possibly modulated by the influence from OCs distributed throughout the bone matrix. OBs help to build bone by depositing collagen matrix, whereas OCs serve to degrade bone. OCs move to a surface of bone matrix and resorb the bone. Part of the reason why the body does this, is to make available a source of calcium needed for various life processes. Herrmann et al. [ 7 ] proposed four mechanisms by which tHcy is thought to alter bone remodeling: (i) increase in OC activity, (ii) decrease in OB activity, (iii) decrease in bone blood flow, and (iv) direct action of tHcy molecule on bone matrix.
In determining the effects of high levels of plasma tHcy on bone, there must also be measureable parameters by which tHcy acts to effect detrimental changes. Hence, several markers for biochemical bone turnover are used across a wide array of studies. The following markers for bone resorption were increased in HHcy rats: hydroxyproline and N-terminal collagen 1 telopeptides [ 9 ] . Osteocalcin is also used as a measure of bone formation and was found to decrease in one experiment of HHcy conditions by Ozdem et al. [ 9 ] . Osteocalcin is specific for OBs and osteocytes and it is the most bone specific non-collagenous matrix protein. It is localized next to OBs, osteoid and mineralized bone; moreover, it is also present in osteocyte lacunae in cement lines [ 10 ] .
Herrmann et al. have observed the relationship between tHcy and markers of organic and inorganic bone resorption. The following markers were used: (i) bone mineral density at lumbar spine (BMD-LS), (ii) bone mineral density at total hip (BMD-HIP), (iii) fasting venous blood and urine sampling, (iv) osteocalcin measurement, (v) serum calcium (Ca), (vi) urinary deoxypyridinoline (DPD) crosslinks, (vii) osteoprotegerin (OPG), and (viii) soluble receptor activator of NF-κ B ligand (sRANKL) [ 11 ] . There was a significant relationship found between Hcy and calcium measurements (r = 0.170, p = 0.045) as well as Hcy and DPD measurements (r = 0.193, p = 0.022); however, the other parameters mentioned did not have a significant relationship with Hcy.
Some further parameters measured in patients with femoral neck fractures such as: (i) collagen crosslink ratios, bone mineralization density distribution (BMD),
(ii) Fourier transform infrared imaging (FTIRI), and (iii) quantitative backscattered electron imaging (qBEI). The collagen crosslink ratio was earlier used to measure pyridinoline/divalent crosslinks (pyr/divalent). Moreover, other parameters included: calcium (Ca) mean (weighted mean calcium concentration), Ca peak (the most frequent calcium concentration), Ca width (the width of the distribution -a measure of the mineralization homogeneity), Ca low (the percentage of bone area that is mineralized below the 5th percentile in the reference range), and Ca high (the percentage of bone that is mineralized above the 95th percentile reference range). This study showed a significant correlation between HHcy and collagen crosslink ratio (p < 0.0001) in primary mineralized bone area, but not in trabecular bone surfaces undergoing resorption (p < 0.05). Because there was no correlation obtained between HHcy and BMD (p < 0.05) [ 12 ] and, hence, it could be possible that HHcy alters bone quality by interfering with collagen crosslinking along with no alteration in BMD. Further studies are required to prove a significant effect of HHcy on BMD because there are very few studies available in this area.
The importance of immunostaining for bone makes sense, especially when measuring the bimolecular markers of bone, and bone is such a hard material that is difficult to slice and manipulate. This is equally problematic for any scientist who has tried to purify bone samples for procedures such as zymography where quite a bit of grinding could destroy the matrix with release of matrix proteins [ 13 ] . An example of a protein that is stained is (i) osteonectin, which is produced by OBs along the basal membranes of blood vessels [ 10 ] , (ii) osteopontin, which is found in osteocyte lacunae, osteoid, cement lines and in the mineralized bone [ 10 ] , and (iii) collagen type 1, which is found around OBs, cement lines, osteoid, in mineralized matrix and resorption areas [ 14 ] . Staining for these proteins has been done previously and can continue to be used in future bone studies to determine modulation of bone properties by such cases as HHcy.
Another key protein marker that could be taken into consideration, for tHcy bone studies, is β -catenin. This protein marker has been observed to regulate bone homeostasis. This protein signals Wnt protein and plays an important role in bone metabolism by controlling the differentiation of OB and OC cells. For instance, a study by Kramer et al. found that a low-bone mass phenotype was found to have an increased OC number and activity, whereas OB cells remained the same. This was shown in osteocyte-specific β -catenin-deficient knockout mice. Hence, these proteins can also serve as markers in HHcy mice for future experiments [ 15 ] .
Direct and indirect role of Hcy in bone
Hcy was discovered to have a direct effect on bone biomechanical properties as physical accumulation of tHcy in bone is associated with a reduction of cancellous bone (trabecular bone or spongy bone). Herrmann et al. [ 16 ] suggested that the elevated tHcy concentrations are mainly caused by folate, vitamin B 12 and B 6 deficiencies. Moreover, the tHcy molecule binds to the proteins within the matrix via thiol group and an amino group. Because bone matrix is mainly collagen type 1; hence, tHcy is thought to bind to collagen. The study also investigated that 65% of tHcy binds to collagen in the extracellular matrix (ECM) and thus reduces bone strength [ 17 ] .
An article by Liu et al. showed that tHcy inhibits lysyl oxidase ( Lox gene), thereby interfering with post-translational modifications of collagen [ 18 ] and this contributes to decreased bone quality. It was shown that tHcy stimulated interleukin-6 (IL-6) synthesis in OBs, known to affect bone metabolism via OCs. IL-6 stimulation results from JAK2, FLI1 DNMT1 by methylation and this revealed a new mechanism affecting bone matrix for mation [ 19 ] .
Hcy and mitochondria
Mitochondria are involved in several processes in addition to producing ATP through oxidative phosphorylation.
They have an established role in cellular death that includes release of such apoptotic molecules as cytochrome c [ 20 -27 ] . In fact, mitochondria are also involved in the translocation and activation of several enzymes that occur through the outer mitochondrial membrane (OMM) and inner mitochondrial membrane (IMM). Mitochondria also serve an important role in both generating and detoxifying cellular reactive oxygen species (ROS) by utilizing the electron transport chain. One of the mechanisms by which MMPs are activated in mitochondria is by generation of hypochlorous acid (HOCl) from H 2 O 2 by enzyme, myeloperoxidase [ 28 ] . The study showed that HOCl can regulate activity of MMP-7 in vitro as well as converting pro-MMP-7 to MMP-7 in vivo by converting thiol residue of cysteine switch to sulfinic acid [ 28 ] . An important mechanism for MMP-9 activation that involves mitochondria is via calpain-1 ( Figure 1 A) . tHcy ligand has been shown to activate and translocate calpain-1 from cytosol to mitochondria, thereby increasing intramitochondrial oxidative stress resulting in MMP-9 activation within mitochondria. Moreover, proximal to this downstream process is increase of calcium and activation of MAPK [ 29 ] . The mechanism by which MMPs are extruded out of mitochondria occurs via the transitioning pore within mitochondria known as the mitochondrial pore transition [ 30 ] . This occurs in cardiomyocytes and microvascular endothelial cells (MVECs) via ligand receptors such as anti-N-methyl-D-aspartate receptor (NMDA-R) that increases calcium.
The NMDA-R is also found on osteocytes [ 31 ] . tHcy binds to NMDA-R, thereby increasing intracellular This increases expression of calcium-dependent calpain-1, thereby disrupting the mitochondrial membrane potential and electron transport chain. This increases the presence of ROS. An increase in ROS will activate MMPs; calpain will activate mitochondrial pore transition, resulting in MMPs exiting mitochondria and causing matrix degradation. (B) The suggested mechanism in bone remodeling engaged with elevated tHcy. tHcy increases intracellular calcium by agonizing NMDA-R1. This disrupts the electron transport chain and increases the presence of ROS. An increase in ROS will activate MMPs. ROS is also generated via a decreased expression of the PPAR receptor, allowing a greater presence of ROS that will activate MMPs within the cell and result in disruption of the extracellular matrix of bone.
calcium and increasing the expression of calpain-1; the mechanism has been reported in MVECs and we propose a similar mechanism in bone as illustrated in Figure 1 [ 29 ] . Calpain-1 is involved in directing mitochondrial membrane permeability transition (MPT), thereby allowing the extrusion of proteins through mitochondria [ 29 ] . The ROS from the calpain protein disrupt the mitochondrial MPT, which also activates MMPs within mitochondria. The MMPs can then be extruded from mitochondria, as similar in the case of MVECs [ 29 ] . Normally when OCs resorb bone, calcium is transported in the OC vesicles to be released into the blood stream and made available for various life processes [ 32 ] . In OCs, the cells accumulated calcium granules in the mitochondria to prevent the release of the granules in the cytoplasm during bone resorption. This perhaps occurs to prevent the signal for cell death [ 32 ] . It is unclear how it plays a role in further MMP activation because calcium is already known to play a role in MMP activation in other cells that are not osteocytes. Further studies are required by those who work with vesicular transport.
We propose that MMPs can enter the ECM via this mechanism that includes mitochondrial activation of MMPs. MMPs play a very important role in bone turnover and repair in addition to their well-known role in bone remodeling. If these enzymes are not working properly, bone also does not heal properly [ 33 ] . The presence of MMP-7 and MMP-12 in nonunion tissue (bone that did not heal properly after fracture) also confirmed this finding [ 33 ] . MMPs are thought to act as a good source of biomarkers because they are involved in pathological processes as well as regular maintenance processes of ECM [ 34 ] . One study has shown that MMP inhibitors (otherwise known as gelatinase inhibitors) gelatinase A (MMP-2) and gelatinase B (MMP-9) participate in bone resorption [ 35 ] . It is already known that cleavage of triple helices of collagen is the rate limiting step in type I collagen degradation [ 36 ] .
There have been several recent experiments to discern under what conditions certain MMPs are expressed. For example, MMP-9 and MMP-13 have been shown to be expressed in cases of endochondral ossification by the following cells: OCs, endothelial cells and bone marrow stromal cells [ 37 ] . Moreover, OCs can also express the following MMPs: MMP-1, -2, -3, -10, -12, -13, -14. [ 37 ] . Specific MMPs have even been known to perform specific functions. MMP-13, for example, is known to be involved in cell migration through type I collagen that has not yet entirely mineralized. After this role, MMP-13 can continue with metabolizing this unmineralized tissue [ 38 ] . MMP-9 is also known to be required for OC invasion into cartilage. Excluding these functions, MMPs have also been ascertained to play regulatory roles, for example, MMP-14 regulates other MMPs such as MMP-2 and can promote osteogenesis from OBs [ 39 ] .
Investigators have even gone so far as to profile which particular MMPs are elevated in diseased conditions. The following are some profiles: (i) rheumatoid arthritis -increase in MMP-1, -2, -3, -8, -9; (ii) inherited osteolysis -decrease in MMP-2; (iii) osteoporosis -increase in MMP-1, -2, -3; (iv) osteoarthritis -increase in MMP-1, -2, -9, -13; (v) ankylosing spondylitis -increase in MMP-3; and (vi) bone fracture healing effects -increase in MMP-1, -8, decrease in TIMP-1. In fact, MMPs are used in the clinical context to monitor these bone disorders over time, for example, MMP-9 as a marker of disease progression in multiple myeloma [ 40 ] .
Hcy and oxidative stress
The cascade by which tHcy is known to increase ROS in cells such as MVECs [ 41 ] is also found to be present in OC cells that were differentiated from mouse bone marrow cells. These cascades include: cascade of p38 mitogen-activated protein kinase (MAPK), extracellular signal-regulated kinase (ERK), c-Jun N-terminal kinase (JNK), and NF-κ B [ 42 ] . A study by Koh et al. found that tHcy can increase generation of intracellular ROS in OCs. The OC activity was measured by tartrate-resistant acid phosphatase (TRAP) activity. Moreover, the antioxidant, N-acetyl cysteine, blocked the negative changes in bone that tHcy incurred [ 42 ] . As tHcy is known to activate OC activity, it was examined whether tHcy also decreases OB activity [ 16 ] . The results were surprising because the authors found that tHcy also increases OB activity. However, the magnitude of activation was thought to be less than that of OCs, which suggested a disbalance between OB and OC activity with greater OC activity [ 16 ] .
It is known that tHcy acts as a ligand on NMDA-R1, which is found on bone to regulate calcium intake [ 31 ] . Moreover, tHcy acts as a ligand on bone cells with PPAR-γ receptor [ 43 ] . There is some controversy on how activation of PPAR-γ might affect bone resorption. It was previously thought that tHcy binds and downregulates PPAR-γ and this may provide an oxidizing environment [ 43 ] . However, it is well known that mere activation of PPAR-γ results in resorption [ 43 ] . Perhaps not the activation, but the repeated activation and resultant downregulation of the receptor are the mechanism by which PPAR-γ acts to provide a detrimental oxidizing environment to the bone.
Intracellular calcium from NMDA-R1 can increase ROS. ROS can be extruded from the cell and MMPs are activated from pro-MMP to MMP. Activation of PPAR-γ may also play a part and this proposed mechanism in bone is illustrated in Figure 1B .
Nuclear transcription factors (NFs) are another source of ROS that are involved in the oxidative/reductive environment of the cell. For instance, tHcy is known to increase NF-κ B, which creates an oxidized environment [ 44 ] . tHcy has been shown to act as a ligand on PPAR-γ to promote a reducing environment [ 45 ] . However, with increasing concentrations of tHcy, there is a reduction in the available PPAR-γ receptor for binding. Hence, its antioxidant effects are diminished under tHcy exposure [ 46 ] . Normally, the activation of the PPAR receptor increases superoxide dismutase (SOD) and catalase while decreasing NAD/NADPH oxidase; this reduces radicals and acts as a beneficial process [ 47 ] . This beneficial process is reduced by tHcy, thereby creating a detrimental scenario for the oxidation/ reduction balance.
A study by Yilmaz and Eren [ 48 ] analyzed BMD in relation to total antioxidant status, or balance of oxidation and reduction in patients. It was found that plasma tHcy, urine deoxypyridinoline and plasma total peroxide were all found to be higher in low BMD patients as compared to normal BMD individuals. This study concluded that slightly elevated tHcy may be a contributing factor for increasing total peroxide and reducing total antioxidant status in low BMD patients. Moreover, there was a weak and negative correlation found between total antioxidant status and BMD (p < 0.035) [ 48 ] .
In an earlier study, Herrmann et al. showed that increased tHcy concentration stimulated OC activity in vitro, suggesting a direct role of the tHcy molecule on the cells. OC activity was measured via detection of TRAP where concentrations as little as 10 or 20 μ /L stimulated TRAP activity. Cathepsin K activity was also measured, showing bone resorption at concentrations of 50 and 100 μ /L. Moreover, cysteine and glutathione significantly decreased TRAP and cathepsin-K activity. It is logical to consider how glutathione can decrease the presence of free radicals that are known to be produced by tHcy [ 49 ] .
It was suggested that as tHcy is known to cause apoptosis via generation of ROS via the mitochondrial mechanism in cells (MVECs), this same process occurs in OB cells leading to osteoporosis. Human bone marrow stromal cells (hbMSCs) and the HS-5 cell line (human bone marrow stromal cell line) were used to examine the above mechanisms. It was found that tHcy induced apoptosis in these cell lines via the caspase mechanism and mitochondrial mechanism involving the release of cytochrome c. This provides evidence that tHcy may contribute to the development of osteoporosis by reducing bone formation [ 50 ] .
Hcy and osteoporosis
Physical activity is one factor that is very important in the maintenance of the skeleton because mechanotransduction plays as important role in this process. In fact, stress imposed on the skeleton during life processes become signals to retain skeletal mass and even to build and deposit further matrix. This is a dynamic process that occurs throughout life [ 51 ] . The process described is in accordance with Wolff ' s law that occurs in bone similar to other parts of the body and results in adaptation so that it can better accommodate the stress placed on it [ 51 ] . Of course, the risk of overtraining or imposing too much stress on the skeleton may frequently lead to maladaptive consequences such as osteoarthritis or stress fractures. Hence, it has been suggested that cyclical or intermittent stress provides the skeleton with adequate recovery time compared to continuous daily stress [ 51 ] . Extrapolated into the practical context, lifting significantly heavy weights every day or engaging in a long duration of exercise without adequate recovery time can be detrimental to the skeleton. Osteocytes can act as sensory cells, whereas OBs and OCs perform metabolic activities of remodeling the ECM [ 52 ] .
An interesting article by McLean et al. found that physical activity or stimulation of the skeleton and muscles actually served to decrease levels of tHcy and this relationship was independent of intake of vitamin supplements, fruits and vegetables. It was concluded that although nutritional status is important, tHcy levels are also largely modulated by physical activity [ 53 ] .
In a study of women aged between 70 and 85 years, it was found that the highest tertile of tHcy was associated with a greater hip BMD loss over 4 years ( -2.8%) compared to middle ( -1.6%) and lowest tertiles ( -1.2%). However, higher levels of tHcy did not have an effect on prevalence or incidence of fracture. Hence, it was concluded that increased tHcy in elderly patients is associated with significant hip bone loss [ 54 ] .
In another study, it was shown that fracture risk was higher in women with tHcy in the highest quartile, but not when adjusted for age [ 55 ] . The authors concluded that tHcy may be a marker of frailty that can be modulated by factors such as nutritional state, physical activity and renal impairment. They also argued that age is the main determinant of plasma tHcy, and that when fracture risk was adjusted for age tHcy was not found to be an independent risk factor [ 55 ] . However, a study by Claes et al. showed that HHcy leads to impaired fracture repair. Mice were fed on Hcy for 3 weeks, a closed femoral fracture was induced, and biomechanical parameters were observed after 4 weeks of healing. The following parameters were weakened under HHcy rats with fracture: (i) decreased bending stiffness of femora and (ii) smaller callus dia meter with no difference in tissue composition. This leads to decreased bone quality and impaired fracture repair [ 56 ] .
It is known that estrogen receptors are important for regulation of OB function. This is especially pertinent to postmenopausal women who have decreased levels of estrogen [ 57 , 58 ] , because at menopause there are hormonal changes that lead to a decrease in estrogen levels.
A study by Aaron et al. [ 58 ] explored methylation of estrogen receptor α and levels of tHcy. The in vivo and in vitro data indicated that tHcy can promote hypermethylation of promoter A region, thereby reducing estrogen receptor α mRNA transcription. This was proposed to be a possible mechanism for the pathogenesis of postmenopausal osteoporosis. Hence, tHcy may play an estrogen receptormediated role in deteriorating biomechanical properties of bone. Estrogen receptor transcription is downregulated in bone and all the beneficial osteogenic effects also become downregulated with high levels of tHcy.
In trying to develop some possible therapeutic options to high plasma tHcy levels that may cause detrimental effects of bone, strontium ranelate 2 g/day was used. This is a substance found to significantly decrease plasma tHcy levels in osteoporotic women and was proposed to be used as a means to decrease fracture risk by lowering tHcy levels [ 59 ] . Strontium ranelate was chosen from its known effect of decreasing bone resorption in addition to encouraging bone production [ 60 , 61 ] . It is possible that reduction in tHcy levels is responsible for allowing the known effects of strontium ranelate to occur.
If Hcy is an important mechanism whereby altered bone biomechanical properties are thought to occur and hormone replacement therapy is known to improve bone quality, it was hypothesized that hormone replacement therapy (HRT) would improve bone quality via lowering of tHcy levels. In fact, the authors did find evidence that HRT lowered Hcy levels with the most pronounced effect occurring in those who had the highest levels of tHcy [ 62 ] .
In a smaller study on 94 males and females who underwent hip arthroplasty for osteoarthritis, serum tHcy levels were measured along with vitamin levels (folate, B 6 and B 12 ) in order to find the relationship among these factors and osteoarthritis. However, this study could not find a significant relationship between circulating tHcy and morphological or biomechanical properties of bone as assessed by DEXA and histomorphometry [ 63 ] .
High levels of tHcy seem to affect fracture risk and bone quality [ 59 ] , but there have been no distinctive changes in bone density as observed in most studies. However, some studies show a trend towards decreased density without being clinically significant. In a very small case control study of 30 patients, there was no demonstration of a correlation between plasma tHcy and increased levels of osteoporosis. The bone of interest here was the lumbar spine as well as femoral neck [ 64 ] . In this study, the patients were examined based on densitometry criteria for osteoporosis in femoral neck or lumbar spine along with blood tests to check for serum tHcy [ 64 ] . However, this study is not conclusive, owing to the limited number of subjects and considering multiple factors for osteoporosis risk.
Herrmann et al. found that 3 months of HHcy condition caused increased bone fragility of the femoral neck by 18% in methionine-fed rats, and twice in Hcy-fed rats. This two-fold relationship was also seen for Bar/Tar at distal femur in methionine-fed rats versus Hcy-fed rats. Femoral neck and lumbar spine also showed decrease of biomechanical property but by even > 2-fold in methionine-versus Hcy-fed rats [ 65 ] .
Hcy and vasculature
One of the proposed mechanisms by which tHcy affects bone biomechanics is via a decrease in bone blood flow. Blood flow in bones is affected by several mechanisms such as sympathetic activity and vasoconstriction/relaxation, local effects of metabolites such as NO, as well as circulating hormones. Bone blood flow is important as bones are living tissues composed of cells that require nutrients for maintenance and support of life processes [ 66 ] . Fleming et al. found that bone arterioles are sensitive to circulating hormones and less so to endotheliummediated cellular processes [ 66 ] . There is an association between atherosclerosis and arterioles whereby vessels are partially occluded by the intrusion of the inner layer of vessel into the main circuit of flow. This limits the ability to replenish the bone by decreasing bone blood flow and the stream of nutrients that go along with that [ 67 ] . One study demonstrated that when there is a different distribution of cardiovascular pressure along with flow changes, a difference in bone density was observed [ 68 ] .
HRT has been shown to enhance NO production in postmenopausal women [ 69 ] . Estrogen is known to exert its beneficial effects due to the NO mechanism [ 69 ] . NO is known to modulate the activity of OBs and OCs, and an increase in NO provides a conducive environment for bone growth [ 70 ] . NO inhibitors are known to inhibit bone growth and are pro-resorptive [ 71 ] . For example, aminoguanidine (also known as L-NAME) can lead to a process of osteopenia and mice deficient in endothelial nitric oxide synthase (eNOS) do not develop bone properly. Several studies have even shown that the process of angiogenesis begins before osteogenesis in situations that involve bone repair. This emphasizes the crucial role that vasculature plays for the maintenance and support of bone.
Our laboratory is very interested in how bone flow would be affected by HHcy. In our experimentation with bone, we found that bone blood flow is decreased in HHcy conditions. Mice were fed Hcy (0.67 g/L) in drinking water for 8 weeks. The tibia blood flow index of the control group was significantly higher compared with the Hcy-treated group. Moreover, tibia bone density was unchanged in Hcy-treated groups [ 72 ] . Hence, we propose a mechanism by which superoxide anion created by HHcy may react with NO and reduce NO bioavailability [ 73 ] . An increase in oxidative stress that reduces NO bioavailability could also decrease bone blood flow and lead to osteoporosis [ 74 ] . The proposed mechanism is illustrated in Figure 2 .
Bone flow is so important and it adjusts to meet the metabolic needs of the healing tissue [ 75 ] . We did not note a change in bone density in Hcy-treated groups of rats. In a follow-up experiment with CBS mice, mice lacking the cystathionine β -synthase (CBS) gene involved in tHcy clearance, we further confirmed a decrease in tibia blood flow. Moreover, there was an increase in NADPH oxidase-4 (NOX-4), inducible nitric oxide synthase (iNOS), MMP-9 protein, as well as MMP-9 activity in CBS mice with a decrease in thioredxion (Trx-1), eNOS protein levels, thereby decreasing NO bioavailability [ 6 ] . The detrimental protein expression profile and flow effects were improved with folic acid, which suggested that folic acid may play a role in therapy. Moreover, this experiment demonstrated a decrease in bone density.
Effects of vitamin B 12 and folate on biomechanical properties
Some individuals have tried to discern whether the increase in bone biomechanical properties is due to the deficiencies in the vitamins themselves as they alter bone metabolism or whether tHcy is simply a bystander in this process. No significant change was noted in BMD of postmenopausal women deficient in vitamin B 12 or with elevated tHcy levels. However, there was a decrease in BMD with folate indicating its important role in preserving BMD. Folate is thought to play a direct role in bone metabolism via the following mechanisms: protein and nucleic acid methylation and nitric oxide synthesis [ 76 , 77 ] .
Risk of vitamin deficiencies is more possible in the elderly population and developing countries whereby vitamin B 12 deficiency can lead to increase tHcy and methylmalonic acid (MMA). This also stresses the importance of an adequate diet to prevent chronic problems such as osteoporosis and its complications. It was shown that decreased vitamin B 12 did not have an effect on osteoclastogenesis in vitro using human mesenchymal stem cells; however, tHcy and MMA resulted in dose-dependent osteoclastogenesis. One study looked at whether vitamin B 12 deficiency itself 
Figure 2
The decreased bone blood flow in CBS + / -mice with HHcy. An increased expression of NOX-4, iNOS and MMP-9, as well as a decreased expression of Trx-1 and eNOS, may lead to decreased NO bioavailability and concomitant bone blood flow [ 6 ] .
incurs biomechanical problems with bone or if subsequent increases in tHcy and MMA were responsible [ 78 ] .
Another study found that tHcy is a predictor of BMD and HHcy is associated with lower BMD in Slovak women on a vegetarian diet, owing to low levels of vitamin B 12 and folate which lead to higher tHcy levels [ 79 ] . The study used controls for variables such as calcium, age, weight, etc. This study was especially pertinent considering that these people had been vegetarians for quite a long while, and it demonstrated a prolonged effect of diet on bone biomechanics.
Herrmann et al. analyzed the effects of a vitamin B 12 and folate-deficient diet on bone biomechanical properties as well as markers of bone turnover in rats. The study found that rats with a vitamin B 12 and folate-deficient diet developed HHcy. The biomechanical properties of bone did not change which included: (i) maximal force of axial compression (F max ), (ii) bone area/total area, (iii) osteocalcin, and (iv) collagen I C-terminal cross-laps. Although the serum levels of tHcy had changed, the bone concentrations of tHcy, S-adenosylhomocysteine (SAH) and S-adenosylmethionine (SAM) remained the same. Unchanged tHcy metabolism within bone tissue was concluded to be the reason for the unchanged effects of bone quality in this experiment, although over a 12-week period [ 80 ] .
Interestingly, vitamin D metabolism, which is critical to bone metabolism and calcium absorption, was also found to be modulated by tHcy. A study by Kriebitzsch et al. showed the tHcy metabolism was affected by the presence of vitamin D. It was shown that vitamin D upregulates the CBS enzyme, allowing clearance of tHcy. Hence, vitamin D deficiency may act via the tHcy mechanism in addition to other roles it plays with OBs and OCs [ 81 ] .
To determine some therapeutic approaches for the negative effect caused by higher tHcy levels on bone biomechanics, current clinical trials are being performed in patients aged 65 years or older with elevated tHcy levels ( > 12 μ M/L). The study is known with the acronym B-PROOF. Patients are given 500 μ g of B 12 , 400 μ g of folate, and 15 μ g (600 IU) of vitamin D. It will be examined how vitamin supplementation in humans will influence osteoporotic fractures and the results are awaited in 2013 [ 8 ] .
A study by Dhonukshe-Rutten et al. has linked higher levels of tHcy > 15 and vitamin B 12 levels to bone turnover, broadband ultrasound attenuation, and fractures in healthy elderly people. It was found that women with vitamin B 12 levels < 200 pM and tHcy > 15 μ M had lower broadband ultrasound attenuation, higher serum osteocalcin concentrations than those with normal levels of tHcy and vitamin B 12 . There was a 2.8-fold increased relative risk of fracture for women having increased tHcy levels and decreased vitamin B 12 . In men, however, there was no correlation between different tHcy levels and vitamin B 12 categories in the means of broadband ultrasound attenuation and osteocalcin [ 82 ] .
Morris et al. [ 83 ] discovered that BMD decreased and osteoporosis increased significantly with increasing serum MMA (p < 0.01). Moreover, serum vitamin B 12 was also related to BMD in dose-dependent manner up to 200 pmol/L and subjects with tHcy ≥ 20 μ mol/L had significantly lower BMD than those subjects with tHcy < 20 μ M/L [ 83 ] . Another study found that HHcy that resulted from folate deficiency was independently associated with low BMD, thereby contributing to the pathogenicity of osteoporosis in postmenopausal Iranian women [ 84 ] . Interestingly, this association did not result from methylenetetrahydrofolate reductase polymorphism. This kind of result was also found for pyridoxine deficiency, whereby there was a significant increase in osteoporotic fractures with pyridoxine deficiency [ 85 ] .
It was found that B-vitamin supplementation in osteoporotic subjects increased BMD at lumbar spine (t-score, -2.7 to -1.7) and decreased around 50% osteo clast activity [ 86 ] . This was not true for patients that were not HHcy [ 86 ] . There are some studies that looked at whether a particular vitamin actually altered bone mechanics specifically. For instance, cell culture experiments confirmed a vitamin B 12 dependency of human OB progenitor cells [ 87 ] . The data showed an increased incidence of hip fracture in smokers who had vitamin B 6 deficiencies, and another study showed patients with hip fractures with reduced intake of vitamin B 6 and folate [ 88 , 89 ] .
In an older study concerning the mechanistic roles of vitamin cofactors, it was discovered that there was a reduced alkaline phosphatase activity and osteocalcin level in vitamin B 12 -deficient patients, but that this was reversible after supplementing with vitamin B 12 [ 90 ] .
In Crohn ' s disease, patients who have a decreased ability to absorb vitamin B 12 have higher tHcy levels and a higher risk for fracture [ 91 ] . McLean et al. have found an increased risk of hip fracture in men (4-fold) and also in women, but with a more moderate (1.9 × ) risk [ 92 ] .
A very large study was conducted on 93,676 patients from whom 400 incident cases of hip fracture were selected along with 400 controls (matched with age, ethnicity and blood draw date). The incident of hip fractures was measured among these individuals and it was found that the risk of hip fracture increased 1.38-fold [95% confidence interval (CI): 1.14, 1.66] for each SD increase in serum Hcy level. However, the association between tHcy and hip fracture was not affected by adjustment for dietary folate, B 6 or B 12 intake [ 93 ] .
Conclusion
There is conclusive evidence that tHcy does affect biomechanical properties of bone. The results of studies are mixed on HHcy and its effect on bone density. Moreover, vitamin supplementation that ameliorates HHcy conditions has been shown to be helpful in several studies. Further studies are required on specific mechanisms by which tHcy acts to affect bone although it appears to be multifactorial. We have investigated how alteration in bone blood flow, as a consequence of NO bioavailability, alters bone. Moreover, we are interested in a mitochondrial mechanism of MMP activation and alteration of bone matrix. We also welcome further studies in the proposed area. He is the recipient of numerous awards and honors including a medal of merit from the International Society for Heart Research. His research area of interest is genetic, molecular and cellular mechanisms that contribute to hypertension diabetes and heart failure. In particular, he studies homocysteine, and amino acid by-product that plays a critical role in artery damage and may be responsible for many heart attacks in individuals who do not display traditional cardiac risk factors. His work may lead to new treatments for these conditions, which afflict millions.
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